Development of EST-SSR markers for
onto the National Center for Biotechnology Information (NCBI) Sequence Read Archive (accession no. SRR6650047). MIcroSAtellite identification software (MISA) with default settings (Thiel et al., 2003) was used to detect SSRs. The criteria for identifying SSR mo tifs were as follows: the minimum number of nucleotide repeats was five for hexanucleotide, pentanucleotide, tetranucleotide, or trinucleotide repeat motifs, and six for dinucleotide repeats. A total of 28,983 SSR regions were found. Primer3 software (Rozen and Skaletsky, 1999) was further used to design primers, with optimum conditions of a length of 20 bp (18-22 bp), an annealing tempera ture of 60.0°C, and a product size range of 150-300 bp.
Forty SSR loci were initially developed, and 68 samples from three natural populations of P. indica were used to evaluate their polymorphic content (Appendix 1). Genomic DNA was isolated from silica dried leaves using the HiPure Plant DNA Mini Kit (Magen, Guangzhou, Guangdong, China) following the man ufacturer's protocol. PCR amplifications were performed in fi nal volumes of 15 μL, including 15 ng of genomic DNA, 1× PCR buffer (10 mM Tris HCl [pH 8.4] and 1.5 mM MgCl 2 ; TransGen Biotech Co., Beijing, China), 0.2 mM dNTPs (TransGen Biotech Co.), 0.5 μM of each primer (BGI, Beijing, China), and 0.5 units EasyTaq DNA polymerase (TransGen Biotech Co.). The PCR reac tions were implemented on a Bio Rad PTC 200 thermocycler (Bio Rad Laboratories, Hercules, California, USA) using the following conditions: initial denaturation at 94°C for 4 min; followed by 31 cycles of 94°C for 1 min, 40 s at the specific annealing temperature (53°C or 56°C, see Table 1 ), and 75 s at 72°C; with a final extension of 10 min at 72°C. PCR products were detected by electrophore sis through 1% TAE agarose gels. Finally, among the 40 selected primer pairs, 17 were successfully amplified. The successfully am plified SSR loci were sequenced, and the sequences were uploaded onto GenBank (accession no. MG893053-MG893069; Table 1 ). SSR genotyping was performed on a Fragment Analyzer Automated CE System (Advanced Analytical Technologies [AATI], Ames, Iowa, USA) with the Quant iT PicoGreen dsDNA Reagent Kit (the 35-400 bp Range DNA Ladder included; Invitrogen, Carlsbad, California, USA). Allele sizes and the number of alleles per locus were scored using PROSize 2.0 software (AATI) with manual cor rection. GenAlEx 6.5 software (Peakall and Smouse, 2012) was used to compute the average number of alleles per locus, the observed heterozygosity, and the expected heterozygosity of each SSR locus. Hardy-Weinberg equilibrium (HWE) was tested using GENEPOP 4.3 (Rousset, 2008) . The SSR data were also tested for null alleles with MICRO CHECKER (van Oosterhout et al., 2004) .
In P. indica, the number of alleles per locus ranged from one to nine with a mean of 2.716, the levels of observed heterozygo sity ranged from 0 to 0.9, and the levels of expected heterozygosity ranged from 0 to 0.831 (Table 2 ). Fifteen out of the 17 polymorphic 
